Objective: To explore the expression level of FGF5 in the peripheral blood of primary hypertension patients and its clinical significance. Methods: The 34 patients with primary hypertension treated in this hospital from June 2012 to June 2014 were selected as the observation group, while the 25 patients at this hospital who had physical exam with heathy results were selected as control group. Venous blood was drawn early in the morning after an overnight fast. FGF5, mRNA and protein level changes in the peripheral blood cells and peripheral blood serum were analyzed by real-time fluorescence based quantitative PCR (RT-PCR) and enzymelinked immunosorbent assay (ELISA). FGF5 gene SNP (rs16998073) were amplified by PCR and inserted into T vector, and its genetic variation were analyzed by sequencing. The relationship of FGF5 protein levels and genetic variation with diastolic/systolic blood pressure was also analyzed. Results: Comparing with the control group, the observation group's FGF5 mRNA and protein levels significantly increased in the peripheral blood cells and peripheral blood. The difference was statistically significant (P < .05). Correlation analysis showed that FGF5 protein level and systolic/diastolic blood pressure were positively correlated (P < .05). T/A genetic variation of FGF5 gene SNP (rs16998073) and diastolic/systolic blood pressure were positively correlated (P < .05). Conclusion: The FGF5 mRNA and protein expression levels of the patients with primary hypertension were abnormal and had genetic variation, which were associated with blood pressure of the patients with primary hypertension. Ó 2018 Production and hosting by Elsevier B.V. on behalf of King Saud University. This is an open access article under the CC BY-NC-ND license (http://creativecommons.org/licenses/by-nc-nd/4.0/).
Introduction
Hypertension is a common clinical cardiovascular and cerebrovascular disease and is classified as either primary (essential) hypertension or secondary hypertension. The incidence of primary hypertension is more than 95% of all the hypertension cases. Hypertension has seriously threatened human health and influenced the quality of life (Milouk et al., 2014; Benjelloun et al., 2009) . Hypertension is also the risk factor for multiple diseases, such as stroke, coronary heart disease, cardiac functional insufficiency and kidney diseases. Every year, there are tens of millions of people died of hypertension; therefore, hypertension has become the leading cause of human death (Kearney et al., 2005) . However, currently, the pathogenesis of hypertension has not been fully understood. The general research believes that hypertension is the result of generic and environmental interactions. The relevant studies of exactly what role generics plays in hypertension are very rare. In recent years, with the continuous development of the whole gene sequencing and restriction fragment length polymorphism (RFLP) study, the genome-wide association studies (GWAS) based on single nucleotide polymorphism (SNP) chip technology provided a great progress for the study of pathogenesis of primary hypertension (Wellcome Trust Case Control Consortium, 2007; Levy et al., 2007) . A large number of GWAS reported several hypertension susceptibility gene in primary hypertension patients from Europe, China, Japan and Korea, which laid the foundation for https://doi.org/10.1016/j.sjbs.2017.11.043 1319-562X/Ó 2018 Production and hosting by Elsevier B.V. on behalf of King Saud University. This is an open access article under the CC BY-NC-ND license (http://creativecommons.org/licenses/by-nc-nd/4.0/). the study of the pathogenesis of hypertension (Hong et al., 2009; Ehret et al., 2008; Maruthamuthu and Kandasamy, 2016; Yang et al., 2016; Zhu et al., 2011) . FGF5 is one of the fibroblast growth factors and the existing studies showed that it played an important role in the control of the animal hair growth process (Higgins et al., 2014; Kubelkova and Macela, 2015; Haitham, 2016; Chen et al., 2013) . The GWAS found that inside or nearby area of FGF5 gene was the susceptible region of primary hypertension (Dierks et al., 2013; Gao, et al., 2017a,b; Lin et al., 2011) . No study was conducted on the expression level changes of FGF5 in the blood serum of primary hypertension or genetic variation of SNP (rs16998073) in the FGF5 gene susceptible region. Therefore, this study analyzed the FGF5 expression of the primary hypertension patients and the genetic variation in order to provide the theoretical basis for the genetic factor of primary hypertension.
Materials and methods

Clinical data
The 34 patients with primary hypertension treated in this hospital from June 2012 to June 2014 were selected as observation group. Screening criteria: (1) All the patients met the clinical diagnostic standards developed by ''Chinese Hypertension Prevention Guide" (Higgins et al., 2014; Kubelkova and Macela, 2015; Gao, et al., 2017a,b; Haitham, 2016) ; (2) Age between 50 and 75; (3) All patients signed informed consent forms; (4) this study was granted permission and supervised by the Medical Ethics Committee of this hospital. Exclusion criteria: (1) Secondary hypertension patients; (2) Coronary heart disease patients diagnosed by coronary angiography; (3) Diabetes, high cholesterol or cerebral thrombus patients; (4) Patients with liver diseases, kidney diseases and autoimmune diseases/ tumor; (5) Patients who had surgery recently or currently have trauma. Among the 34 selected patients in the observation group, there were 23 male and 11 female; Age was from 50 to 75 years old averaged at 60.4 ± 10.1. The 25 patients at this hospital who had physical exam with heathy results were selected as control group which had 17 male and 8 female; Age was from 52 to 76 years old averaged at 62.6 ± 10.8. The difference of the age and gender of the patients in both groups had no statistical significance (P > .05).
Materials
The erythrocyte lysate was purchased from Sigma. The reverse transcription kit was purchased from Nanjing Vazyme Biotech Co., Ltd. 2 Â Taq DNA polymerase mix and T vector kit were purchased from TAKARA. Human FGF5 ELISA was purchased from Shanghai Co., Ltd. 2 Â SYBR Green universal qPCR Master Mix was purchased from Roche. Real-time PCR machine was purchased from Bio-Rad Company. Trizol was purchased from Invitrigen. The rest of organic reagents were purchased from Sinopharm.
Blood sample pretreatment
Five (5) ml of venous blood samples were draw from both observation group and control group in the early morning with an overnight fast. The 2.5 ml of the blood samples were set at 4°C
. The blood serum was separated out and then centrifuged at 3000 rpm/min for 5 mins. The blood serum was collected. The other 2.5 ml blood samples were lysed using erythrocyte lysate. All the red blood cells were lysed and then centrifuged at 1500 rpm/min to collect the white blood cells which were used to extract the total RNA.
Experimental methods
FGF5 level in peripheral blood cells analyzed by real-time quantitative PCR
The 1 ml Trizol was added to the white blood cell sedimentation separated from the outer periphery. The 200 ll Chloroform was added after the solution was shake and mixed well. The mixture was placed on ice until stratification and was then centrifuged at 12,000 rpm/min for 15 mins. The 500 ll supernatant was transferred to equal volume of isopropanol and placed on ice for 30 mins after the solution was shake and mixed well. The mixture was then centrifuged at 15,000 rpm/min for 15 mins. The supernatant was discarded and the precipitate was washed with precooled 70% ethanol for one time. The precipitate was then centrifuged at 8000 rpm/min for 6 mins and was dissolved in double-distilled water treated by DEPC. RNA concentration was measured and its quality was determined. The extracted RNA was reverse transcribed to cDNA according to the instruction of the reverse transcription kit, which was used as the RT-PCR template. The FGF5 primer, FGF5-F1: FGF5-R1, was designed according to the FGF5 mRNA sequence. First, the conventional PCR was used to optimize the specificity and annealing temperature of the primer. The following reaction systems were prepared: 2 Â SbGreen RT-PCR Mix 25 ll, FGF5-F1 1 ll, FGF5-R1 1 ll and cDNA 1 ll, which were made up to 50 ll by adding water. A certain volume of reactants were prepared according to the number of samples and were added to the real time quantitative PCR 96 Well Plates which were centrifuged at 1500 rpm/min for 1 min to throw the reaction solution to the bottom of the wells. The following reaction conditions were set on the real time PCR instrument: 94°C start PCR and read the values directly from the instrument after the reaction.
FGF protein level in the peripheral blood detected by ELISA
The FGF5 protein level in the peripheral blood was analyzed strictly in accordance with the operating instruction of the kit. The FGF5 level in the peripheral blood for both control group and observation group were averaged for comparison.
FGF5 gene SNP (rs16998073) amplification and mutation analysis
According to the FGF5 gene sequence, the following primers were designed: FGF5-F2: FGF5-R2. The following PCR reaction system was prepared: 2 Â Taq DNAPolymerase mix 25 ll, FGF5-F2 1 ll, FGF5-R2 1 ll, and cDNA 1 ll, which were made up to 50 ll by adding water. PCR was conducted in accordance with the following reaction conditions: 94°C pre-denaturation for 5 min, 94°C denaturation for 30 s, 55°C annealing for 30 s, 72°C extension for 2 mins, 30 cycles and finally cool to 4°C. The PCR product was ligated into T vector according to the instruction manual of T vector, transformed to E. coli DH5a, spread on the solid LB plates and incubated overnight at 37°C. Monoclonal cells were picked for sequencing analysis after the colonies grew the next day.
Statistical analysis
All the data were analyzed using SPSS 17.0 statistical software. The measurement data were expressed as xs and compared using the t test. The enumeration data were compared using chi-square test. Correlation was analyzed using. . .; P < .05 indicated that the difference was statistically significant.
Results
Clinical data comparison
The difference between the control group and the observation group had no statistical significant (P > .05) from the aspects of age, gender, TC, HDL -C, LDC -C, fasting glucose and TG. The SBP and DBP levels in the observation group were significantly higher than those in the control group, which had statistically significant (P < .05) (see Table 1 ).
Comparison of FGF5 mRNA level in the peripheral blood cells between the two groups
This experiment established a real time fluorescence based quantitative PCR to test the FGF5 mRNA level. The experiment designed RT-PCR primer had very high specificity. Amplification curve had very good linearity and there were no noise peaks (see Fig. 1A ). Quantitative analysis showed that the FGF5 mRNA level in the peripheral blood cells in the observation group was significantly higher than that in the control group and the difference was statistically significant (P < .05).
Comparison of FGF5 protein level in the peripheral blood between the two groups
The standard curve for FGF5 protein ELISA test was established according to the instructions of the kit (see Fig. 2A ). The calibration curve was linear and r = 0.993. The FGF5 protein level in the peripheral blood of the control group and observation group was calculated using the standard curve. The results were shown in Fig. 2B . The FGF5 protein level in the peripheral blood in the observation group were significantly higher than that in the control group and the difference was statistically significant (P < .05).
FG5 gene SNP genetic variation analysis
FGF5 Gene SNP (rs16998073) fragments were amplified using PCR and were ligated into T vectors. The clones were picked for sequencing analysis. The FGF5 Gene SNP (rs16998073) genetic variation in the peripheral blood was analyzed for both observation group and control group and the results were shown in Table 2 . The FGF5 Gene SNP (rs16998073) genetic variation in the observation group was significantly higher than that in the control group and the difference was statistically significant (P < .05). 2.5. Relationship study of FGF5 protein level, genetic variation and blood pressure
Linear correlation analysis showed that FGF5 protein level in the peripheral blood was positively correlated with systolic and diastolic blood pressure (r = 0.590, P < .05; r = 0.391, P < .05). FGF5 gene SNP (rs16998073) T/C gene was positively correlated with systolic and diastolic blood pressure (r = 1.015, P < .05; r = 0.754, P < .05).
Discussion
Primary hypertension is a type of complex disease, which is the result of generic and environmental interactions. The environmental factors result in different clinical phenotypes in different genetic backgrounds. The genetic factors play pivotal role in the occurrence and progression of primary hypertension (Chen et al., 2013; Dierks et al., 2013; Liu et al., 2011; Takeuchi et al., 2010; Zhang and Liuxing, 2008; Lackland and Weber, 2015) . In recent years, with the development of molecular genetics and related technologies, gene research on the patients with primary hypertension is carried out gradually and achieved gratifying results (Mohammed et al., 2016; Peng et al., 2017; Ge et al., 2016) . The most commonly used method of studying hypertension related genes include candidate gene study and genome-wide association study. The genome-wide association study discovered a number of primary hypertension related genes, such as ATP2B1, CYP17A1, PLEKHA7, SH2B3, MTHFR, CASZ1, ULK4, HFE, EBF1 and FGF5 (Hong et al., 2010; Lin et al., 2011; Haddad et al., 2016, Kathirvel and Subban, 2016; Xi et al., 2013; Weili, 2008; Fox et al., 2011) . Numerous studies have shown that FGF5 is the hypertension susceptibility gene and its genetic variability is positively correlated with patients' blood pressure. Currently, the studies on FGF5 gene are very few. As one of the fibroblast growth factor, FGF5 plays a regulating role in the hair growth of mice, goats and other species. The expression level of FGF5 in hypertension patients is still unknown.
This study used control study to analyze the FGF5 expression level in the peripheral blood of healthy individuals and patients with primary hypertension. From the aspect of the mRNA level, the FGF5 mRNA level in the peripheral blood cells in the patients with primary hypertension were significantly higher than that in the healthy individuals, which was further verified though ELISA on the protein level. It was found that FGF5 protein levels in the peripheral blood of patients with hypertension were significantly higher than that in the healthy subjects. This result suggested that the expression levels of FGF5 mRNA and protein in patients with hypertension were abnormal, which may be involved in the occurrence and development of hypertension disease.
Reports also showed that hypertensive patients had genetic variation at or near the FGF5 gene. The patients' genetic variation was related with the diastolic and systolic blood pressure. This study amplified FGF5 gene SNP (rs16998073) fragments, analyzed what genetic variations were in this gene section and explored the relationship between these variants and blood pressure among the hypertensive patients. The results showed that FGF5 gene SNP (rs16998073) had T/C and T/G mutations and correlation analysis showed T/C mutation in the patients was positively correlated with diastolic and systolic blood pressure. This result confirmed the above findings, which provided a theoretical basis for the etiology of hypertension from the aspect of the genetic factors.
It is worth noting that this study had small sample size; therefore, the results may require more samples, multiple research centers and multiple ethnic population to re-verify. In conclusion, this study provided a basis for the etiology of hypertension from the aspect of the genetic factors. With the development of molecular genetics and molecular biology, the incidence of primary hypertension can be well controlled in the near future. 
